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Q\ ■ 

00 (54) Title: RECOMBINANT PROTEIN EXPRESSION 

^ (57) Abstract: There are provided methods for the expression of a recombinant protein of interest, said methods comprising, in 
additional to various additional steps: a) culturing a host cell which expresses: i) one or more genes encoding the recombinant 

g protein(s) of interest; ii) at least two genes encoding proteins selected from the group consisting of the chaperone proteins GroEL, 
GRoES, Dnak, DnaJ, GRpe, ClpB and their homologs (for example, Hspl04, Ydj 1 and Ssal in yeast); under conditions suitable for 

O protein expression; and separating said recombinant protein of interest from the host cell culture. Also provided are methods for 

^ increasing the degree of refolding of a recombinant protein of interest by ading a composition containing a chaperone protein to a 

^ preparation of the recombinant protein of interest in vitro. 
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2. n] Claims Nos.: 
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3, Claims Nos.: 

because they are dependent claims and are not drafted in accordance with the second and third sentences of Rule 6.4(a). 
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' ■ searchable claims. 
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3. I I As only some of the required additional search fees were timely paid by the applicant, this International Search Report 
' ' covers only those claims for which fees were paid, specifically claims Nos.: 



4. | y| No required additional search fees were timely paid by the applicant. Consequently, this International Search Report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 
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FURTHER INFORMATION CONTINUED FROM PCT/ISA/ 210 



This International Searching Authority found multiple (groups of) 
inventions in this international application* as follows: 

1. Claims: 1-26 and claims 34-35 partially 



1.1. Claims: 1-5, and claims 7-14, 18-26, 
and 34-35 partially 

A method for the expression of a recombinant protein 
of interest, said method comprising: a) culturing a 
host cell which expresses: i) one or more genes 
encoding the recombinant protein of interest; ii) at 
least two genes encoding proteins selected from the 
group consisting of the chaperone proteins GroEL, 
GroES, DnaK, DnaJ, GrpE, ClpB and their homologs under 
conditions suitable for protein expression and b) 
separating said recombinant protein of interest from 
the host cell culture 



1.2. Claims: claim 6 and claims 7-14, 18-26, 
34-35 partially 

A method for the expression of a recombinant protein 
of interest, said method comprising: a) culturing a 
host cell which expresses: i) one or more genes 
encoding the recombinant protein of interest; ii) one 
or more genes encoding proteins selected from the 
group consisting of the chaperone proteins GroEL, 
GroES, DnaK, DnaJ, GrpE, ClpB and their homologs and 
iii) one or more genes encoding proteins selected from 
the group consisiting of the small heatshock proteins 
of the IbpA family and/or the IbpB family and /or 
their homologs b) separating said recombinant protein 
of interest from the host cell culture 



1.3. Claims: 15 and claims 17-26, 34-35 partially 

A method for the expression of a recombinant protein 
of interest, said method comprising: a) culturing a 
host cell which expresses: i) one or more genes 
encoding the recombinant protein of interest; ii) at 
least two genes encoding proteins selected from the 
group consisting of the chaperone proteins GroEL, 
GroES, DnaK, DnaJ, GrpE, ClpB and their homologs under 
conditions suitable for protein expression and b) 
Imposing a block in protein synthesis once a desired 
level of recombinant protein of interest has 
accumulated and, c) separating said recombinant protein 
of interest from the host cell culture 



1.4. Claims: claims 16 and claims 17-26, 34-35 partially 
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FURTHER INFORMATION CONTINUED FROM PCT/1SA/ 210 



A method for the expression of a recombinant protein 
of interest, said method comprising: a) culturing a 
host cell which expresses: i) one or more genes 
encoding the recombinant protein of interest; ii) at 
least two genes encoding proteins selected from the 
group consisting of the chaperone proteins GroEL, 
GroES, DnaK, DnaJ, GrpE, ClpB and their homologs under 
conditions suitable for protein expression and b) 
Imposing a reduction in gene transcription once a 
desired level of recombinant protein of interest has 
accumulated andc) separating said recombinant protein 
of interest from the host cell culture 



2. Claims: 27-33 and claims 34-35 partially 

A method for increasing the degree of refolding of a 
recombinant protein of interest, said method comprising 
adding a composition containing a chaperone protein to a 
preparation of the recombinant protein of interest in vitro. 



3. Claims: 36-40 

The use of one or more proteins selected from the group 
consisting of the chaperone proteins GroEl , GroES, DnaK, 
DnaJ, GrpE, ClpB, and their homologs, and one or more genes 
encoding proteins selected from the group consisting of the 
small heatshock proteins of the IbpA family and/or the IbpB 
family and /or their homologs, in the manufacture of a 
medicament for the treatment of disease in which the 
presence of aggregated proteins are implicated. 
A method of treating a patient suffering from a disease in 
which the presence of aggregated proteins is implicated, 
comprising admini starting one or more of said genes or 
proteins 



Please note that all inventions mentioned under item 1, although not 
necessarily linked by a common inventive concept, could be searched 
without effort justifying an additional fee. 
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